Acid Histone Prep and Western (Modified for 2nd instar larvae-)

Adapted from Shechter et al 2007 with suggestions from M. Buszczak and optimized for larval preps by Andrew.

Collect embryo’s in a fly condo on standard Molasses plates with yeast paste added to center of plate daily.

Let embryo’s age for 2 days at RT.

Rinse animals into a sieve made from a 50ml falcon tube and rinse until no food or yeast remains on larvae.  Transfer animals to the molasses plate cover with Graces media.

Use GFP dissecting scope in microscope suite to collect individual GFP-/- and +/- larvae into a 1.5 ml eppie.  Remove as much liquid as possible and snap freeze in liquid N2 and place at -80 until enough have been collected (need around 100-200ul volume to do prep (50 ul min), but more is always better.)

All steps on ice from here on:

Thaw on ice, and prep hypotonic lysis buffer (Stock solution is 10mM Tris pH8, 1mM kcl, 1.5mM MgCl2.)  Add 1mM DTT (recommended but not necessary) and 1/2 tablet of roche mini-complete EDTA protease inhibitor/ 3ml.  

Take 500ul of buffer and use to transfer larvae into a single 1.5 ml eppie.  Use motorized pestle and homogenize until no clumps of tissue remain, add an additional 500ul lysis buffer, place on nutator in cold room for 30-60 minutes.


Spin at 4C 10k+ for 16 minutes

Remove supernatant and completely resuspend pellet in 400ul 0.4N H2SO4.  (Concentrated sulfuric acid is 36N so  add 11ul to 989ul dH2O.)  Place sample on nutator in cold room overnight (they say 30mins is ok, it’s not!)

Spin at 4C 10k+ for 16 minutes and transfer supernatant to a new tube.

Add 132ul of 100% trichloroacetic acid to supernatant, drop by drop. (If we don’t have a solution of TCA prepared, the Zheng lab has it as a solid.)

Invert several times to mix and place on ice for 30 mins, can be overnight if necessary. (Solution should look cloudy if prep is good to this point.) 

Pellet histones at 4C 10k+ for 16 mins.

After spin there should be a white pellet at bottom of tube.

Discard supernatant (properly!) and rinse 2X with acetone to remove acid.  Spin at 4C 10k+ for 5 minutes after each rinse.  (Be careful not to disturb/ suck up pellet.)


Air dry pellet at RT.

Resuspend in 50-100 nanopure H2O (start with 50.)

Place at 70 for a couple minutes if have trouble going into solution.  There is usually an insoluble pellet left.  Take 3-4 ul and run a gel then coomasie stain to check quality and concentration.  If there’s a lot of protein then add 50ul more. 

Aliqout 10ul into separate tubes and place in the -80.

SDS-PAGE gel and Western.

We use standard lamelli loading buffer

10-20% gradient gels from biorad.

Low-range protein ladder from bio-rad.

.2um nitrocellulose membrane from invitrogen.

Add bME to loading buffer and then buffer to sample.

Boil 5 minutes then place on ice.

Load gel, add buffer only to empty well.

Run at 200Vs for around 30 minutes, until the dye front is almost off of the gel.

-Transfer:

Use cold transfer buffer

Set up transfer:

Black side

1)Pad

2)filter paper

3)gel

4)membrane

5)filter paper

6) pad

Run at 4C at 300mA for 30-35 minutes.

Proceed to western

Note:  add NaAzide to primary after incubation if you want to reuse, then store at 4c.

1)Block in PBS .1% tween-20 3% Carnation instant milk (only carnation brand) for 1.5-2 hours.

2)  Add primary to PBST 1% BSA coen fraction V and then add to membrane.

3)o/n at 4C

4)Rinse in PBST 2X 

5)Wash in PBST 4X for 20 minutes each. (can be PBST BSA but not necessary.)

6)Add secondary in PBST/BSA for 1 hour at RT.

7)Repeat washes

8)ECL  (just follow protocol in box)

